The sequence requirements for splicing of the Tetrahymena pre-rRKA have been examined by altering the rRNA gene to produce versions that contain insertions and deletions within the intervening sequence (IVS). The altered genes were transcribed and the RNA tested for self-splicing in vitro. A number of insertions (8-54 nucleotides) at three locations had no effect on self-splicing activity. Two of these insertions, located at a aite 5 nucleotldas preceding the 3'-end of the IVS, did not alter the choice of the 3 1 splice site. Thus the 3' splice site is not chosen by its distance from a fixed point within the IVS. Analysis of deletions constructed at two sites revealed two structures, a hairpin loop and a stem-loop, that are entirely dispensable for IVS excision in vitro. Three other regions were found to be necessary. The regions that are important for self-splicing are not restricted to the conserved sequence elements that define this class of intervening sequences. The requirement for structures within the IVS for pre-rRNA splicing is in sharp contrast to the very limited role of IVS structure in nuclear pra-mRNA splicing.
INTRODUCTION
The pre-ribosomal RNA of Tetrahymena thensophila contains an Intervening sequence which is processed in an unusual manner: the IVS is accurately excised and the exons are efficiently ligated in the absence of proteins. The sequences and activities of deletions examined are summarized in Table 1 and Figure 4 . The deletions fall into three broad categories. The first category includes conatructs in which the deletion has little or no effect on splicing activity ("++" in Table 1 ); deletions including nucleotides 233-246 fall into this category. In the second category (deletions between nucleotides 224 and 252), splicing activity is significantly reduced but not eliminated (" + " in Table 1 ). In the third category (deletions to position 218 in a 5' direction or 258 in a 3' direction), splicing activity is undetectable ("-" in Table 1 The Thus, insertions may be a major mechanism for the creation of diversity within this class of Introns.
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